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For quantitative DNase I footprint titration experiments, plasmid pCFH6 was constructed according to standard protocols for DNA manipulation.1  The two 87-mer oligonucleotides 5’- GATCGTGTAATCAAATGGTCATAGCTGTGTAATCATATGGTCATAGCTGTGTAATCACATGGTCATAGCTGTGTAATCAGATGGTCATAGC-3’ and 5’-AGCTGCTATGACCATCTGATTACACAGCTATGACCATGTGATTACACAGCTATGACCATATGATTACACAGCTATGACCATTTGATTACAC-3’ (Integrated DNA Technologies) were annealed and ligated into the BamHI/HindIII (Roche) restriction fragment of pUC19 (Sigma).  DNA sequencing of the constructed plasmid was performed at the Sequence Analysis Facility at the California Institute of Technology.  The forward primer 5’-AATTCGAGCTCGGTACCCGGG-3’ was 32P-labeled at the 5’-end.  The reverse primer 5’-CTGGCACGACAGGTTTCCCGAC-3’ was used to amplify plasmid pCFH6 as previously described.2  pGL-VEGF-Luc was 5’-end-labeled and amplified as previously described.3,4  PCR products (5’-end-labeled, 291 bp for pCFH6, 197 bp for pGL-VEGF-Luc) were isolated according to standard protocols.2  Quantitative DNase I footprint titration experiments were performed on the 5’-32P-end-labeled PCR products of plasmids pGL-VEGF-Luc and pCFH6 with polyamides 1 and 2, respectively, according to standard protocols.2  Radiolabeled DNA was equilibrated with polyamide solutions for 14-16 h at 22°C in a buffer of 10 mM Tris-HCl, 10 mM KCl, 10 mM MgCl2, and 5 mM CaCl2 at pH 7.0 prior to DNase I cleavage.  Chemical sequencing reactions were performed according to published methods.5,6
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